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Optim ization of H ybridization Conditions and Specific V erification
for 16S RNA O ligonucleotide Probe of Endophytic Bacteria Strain XG 32

Lu Jg WangMeixig Yan Shuzhen Chen Shuanglin

( Jangsu Engineering and Technobgy R esearch Center orM icrobio bgy, School of Life Sciences
Nanjing NomalUniversit, N anjing 210046, China)

Abstract F horescence in situ hybri izatbn w as applied to investigate he cloning and distrbution of the endophy tic bac-
teria stramn XG32 w ith the wle of grow h-prom oting and d sease control m plants Firstly a specific probe was designed
theoretically at the base on the mid-specific sequence of the 16S RNA of the stran XG32w ih the GenBank database
BLAST program, DNAclb softvare and Oligo software Secondly 12 strains which s ilar or adjacent to the strain
XG32were used to certify the specificity of the probe by repeated hybrd izaton n the basis of the suitable cond itons of
hybridization The results indicated that appropriate conditbns br hybridization of the probe were 33% fomam e and
1.2mol/LNaCl in hybrdizaton buffey 42°C hybrdzaton tanperaureg 0. 02mol/L NaCl in wash ng buffer The hy-
brid izatbon sgnal was clear betw een the probe XG32 and the strain XG32 To sun up the probe XG32 was the specific
pwobe of the strain XG 32
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Fig.1 Bright—field image(left) and autofluorescence image(right)
of Pseudomonas fluorescens XG32. ( 10x20 times)
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Fig.2 Bright—field image(left) and fluorescence image(right) of Pseudomonas fluorescens XG32 hybridized
with the probe XG32 in different conditions. (10x20)
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() . 1Pseudomonasflorescais XG32 2 Pseudomonas fluorescens biovar IDLJ1, 3 Pseudomonas aeruginosa,
4 pseudomonas cepacia, 5 Aeromonas hydrop hih sabsp Hydrophila, 6 Bacillus pum ilus, 7 Ewinia carobvom var. carobvora. (10x 20)
Fig 3 (A) Brightfield in age( left) and fluorescence image( right) of som e strains hybrid zed with the universal bacterial probe

)

EUB338. (B) Brightfield inage( left) and fluorescence in age( right) of some strains hybridized wit the probe XG32 Strainswere

1 Pseudomonas fluorescens XG 32 2 P seudomonas fluorescens biovar IDLJ1 3 Pseudom onas a eruginosa, 4 p seudomonas cepacia,

SAeranonas hydrophila ssbsp Hydrphil, 6Bacillus pun ilus 7E m»winia carotovora var. carotovora. (10x 20)
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